Absence of filipin-sterol complexes from the membranes of active zones and acetylcholine receptor aggregates at frog neuromuscular junctions by unknown
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Freeze-fracture studies of the frog neuromuscular junction
have revealed membrane specializations that include presyn-
aptic active zone ridges with double rows of particles and
postsynaptic dense particle aggregates (16, 22, 36). These mem-
brane specializations have been correlated with various syn-
aptic functions (8, 9, 21, 22). However, little is known about
the mechanism of formation and preservation of such mem-
brane specializations, except for some suggestion that the post-
synaptic membrane density and cytoplasmic filaments might
have a role in stabilizing postsynaptic particle aggregates (3, 5,
23, 35).
Recently it has been reported that, in other systems, the
cholesterol content of the membrane influences the fluidity of
the cell membrane (10, 14, 24). Cholesterol appears to be
absent from dense particle aggregates ofrod outer segments (1,
2) and has been linked to the formation of protein particle
aggregates in artificial membranes (11). We have also found in
cultured Xenopus embryonic muscle cells that extrajunctional
acetylcholine receptor clusters (or hot spots) are located in
membrane regions that seem to be low in cholesterol (6, 7).
Thus, we have examined the distribution of cholesterol in
synaptic membranes of the frog neuromuscular junction,
using a recently developed freeze-fracture cytochemical
method (1, 2, 18, 29, 30, 38). We chose the polyene antibiotic
filipin from among several cytochemical agents that bind mem-
brane cholesterol. This antibiotic reacts with membrane cho-
lesterol specifically (13, 26, 32) and produces small distinctive
membrane lesions, filipin-sterol complexes, that are easily rec-
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Absence of Filipin-Sterol Complexes from the Membranes
of Active Zones and Acetylcholine Receptor Aggregates
at Frog Neuromuscular Junctions
ABSTRACT
￿
The polyene antibiotic filipin reacts specifically with membrane cholesterol and produces
distinctive membrane lesions. We treated frog cutaneous pectoris and sartorius muscles with 0.04%
filipin in a glutaraldehyde solution with or without prefixation with glutaraldehyde. Freeze-fracture
of these muscles revealed numerous 19 to 38-nm protuberances and depressions (filipin-sterol
complexes) in most areas of muscle, axon, and Schwann cell membranes. In the presynaptic
membrane, however, these filipin-sterol complexes were absent from active zones consisting of ridges
bordered with double rows of particles. In the postsynaptic membrane, filipin-sterol complexes were
also virtually absent from the areas occupied by aggregates of large particles representing acetylcholine
receptors. These results suggest that the membrane regions of active zones and acetylcholine receptor
aggregates have a low cholesterol content.
ognized in freeze-fractured membranes (1, 2, 18, 27, 30, 31, 38,
40, 41). By treating frog muscles with filipin we found that
although most regions of nerve and muscle membranes con-
tained filipin-sterol complexes, these complexes were virtually
absent from the presynaptic active zone membrane and the




Cutaneous pectoris or sartorius muscles with short stumps of nerve were
dissected out fromRanapipiens and pinneddown in chambers containing normal
Ringer's solution (115 mM NaCl, 2.5 mM KCI, 1.8 mM CaC12, and 4 mM
HEPES buffer, pH 7.4) at room temperature (20°-22°C). The muscles were
treated with filipin (gift of J. E. Grady, The Upjohn Co., Kalamazoo, Mich.) in
three ways. For treatment A (simultaneous filipin and glutaraldehyde fixation),
after 1-h treatment with 0.04% filipinina1.5%glutaraldehyde solutioncontaining
I% dimethyl sulfoxide, 0.1 M cacodylate buffer (pH7.4), and 1.8 mM CaC12 at
room temperature, neuromuscular junction regions were dissected and small
pieces ofmuscles were further treated with a fresh solution of the same compo-
sition for 3 h at room temperature. For treatment B (glutaraldehyde and then
filipin), after muscles were fixed with a 1 .5% glutaraldehyde solution containing
0.1 M cacodylate buffer (pH 7.4) and 1 .8 mM CaClx for 15 min at room
temperature, they were treated with the same glutaraldehyde and buffer solution
containing 0.04% filipin and 1% dimethyl sulfoxide at room temperature for 45
min. Then, neuromuscular regions were dissected out and further treated with
the filipin-glutaraldehyde solution of the same composition for 1 h at room
temperature. For treatment C(short filipin treatment), after muscles were fixed
with a 2% glutaraldehyde solution containing 0.1 M cacodylate buffer (pH 7.4)
and 10 mM CaC12 for 30 min at room temperature, they were further treated
with 0.04% filipin in a 2% glutaraldehyde solution containing 1% dimethyl
453sulfoxide, 0.1 M cacodylate buffer (pH 7.4), and 10 mM CaCl 2 for 30 min at
room temperature . Neuromuscular regions were then dissected out . For treat-
mentsAand B, cutaneous pectoris muscles were used, and for treatmentCboth
cutaneous pectoris muscles and sartorius muscles were used . Controls were
treated in an identical manner, but the solutions did not contain filipin . Subse-
quent handling was identical in both treated and control materials .
Freeze-fracture
After filipin-glutaraldehyde treatment, specimens were gradually equilibrated
with 20% glycerol in the same buffer . Then each specimen was sandwiched
between a set of gold disks designed for the double replication method (Balzers
High Vacuum, Santa Ana, Calif) . A drop of 20% polyvinyl alcohol solution in
20% glycerol in buffer (33) was used as the mounting medium . After specimens
were frozen, they were fractured by the double replication method with a Balzers
360M freeze-etch device at -130 °C, and replicas were examined with a Philips
300 EM .
Thin Section
After filipin-glutaraldehyde treatment, specimens were postfixed with 1 .0%
osmium tetroxide in 0.1 M cacodylate buffer (pH 7.4) containing 1 .8 mM CaC1 2
for l h at room temperature, block-stained with 1.0% uranyl acetate in 5mM Na
acetate buffer (pH 5.5), dehydrated, and embedded in Epon . Thin sections were
examined with a Philips 300EM .
RESULTS
In cutaneous pectoris and sartorius muscles, the nonspecialized
plasma membranes of muscle cells, nerve axons, and Schwann
cells were all affected by filipin . Freeze-fracture of these mem-
branes showed unique structural alterations consisting of nu-
merous protuberances, 22-38 nm in diameter (average diame-
ter, 27 nm), and depressions, 19-32 nm in diameter (average
diameter, 23 nm) . These protuberances and depressions ap-
peared in both the protoplasmic face (P face) and external face
(E face) of cell membranes (Fig . 1 a and b) . These alterations
correlated with membrane profiles in thin sections . The filipin-
affected cell membranes had small bumps bulging either out-
ward into the extracellular space or inward into the protoplasm
(Fig . 1 d) . The appearance of these filipin-induced lesions
(filipin-sterol complexes) is similar to that reported in the
cholesterol containing membranes of other systems (2, 18, 30) .
The freeze-fractured control materials did not have these com-
plexes (Fig. 1 c ; Fig. 2 a and b) . The cell membrane of thin-
sectioned control material did not have the small bumps
that are seen in thin sections of filipin-treated material (Fig .
1 d) ; however, occasionally, wavy contours or invaginations
that probably represent openings to the T-tubule system were
seen .
The density of the filipin-sterol complexes was variable,
ranging from 100 to 400 pm' . The variability in filipin-sterol
complex density was seen even within a single specimen.
However, specimens prepared with treatment C tended to have
a lower density of filipin-sterol complexes than those prepared
with treatments A and B (compare Fig. 3 d [treatment C] to
Fig . 3 a and b [treatment A] and c [treatment B]) . The filipin-
sterol complex density of specimens prepared with treatment
A was similar to that with treatment B . The greater density of
filipin-sterol complexes observed with treatments A and B
could be attributed partially to a longer treatment with filipin
(4 h with treatment A and 1 h and 45 min with treatment B)
than with treatment C (30 min) . With these three kinds of
filipin treatment, however, the same pattern of filipin-sterol
complex distribution was observed . In agreement with Robin-
son and Karnovsky (38), there was no noticeable differences in
the intramembrane particle distribution among all specimens




FIGURE 1 Muscle fibers treated with or without filipin . a and b
were taken from specimens prepared with treatment B, c was taken
from the control fortreatment B, and d was taken from a specimen
prepared with treatment A. a and c show the P face (PF), and b
showsthe E face (EF) of freeze-fractured muscle plasma membranes.
Filipin-sterol complexes consisting of numerous protuberances (ar-
rows) and small depressions (arrowheads) are seen in a and b but
not in c . (c) A thin-sectioned muscle membrane shows bumps that
project outward toward the extracellular space (arrow) or inward
toward the protoplasm (arrowhead) . Bars,0.1 ftm .aand b, x170,000 ;
c, x 140,000 .
filipin and glutaraldehyde (treatment A), and the specimens
treated with filipin after glutaraldehyde fixation (treatments B
and C) .
Fig. 2 a and b, which are freeze-fracture electron microscope
pictures taken from a control, illustrate the normal presynaptic
and postsynaptic membranes of the frog neuromuscular junc-
tion . As previously reported (16, 22, 36), the presynaptic mem-
brane has membrane specializations at the active zones . The P
face ofthe active zone membrane consists ofa ridge and double
rows of large active-zone particles bordering both sides of theFIGURE 2
￿
Freeze-fracture replicas of control neuromuscular junc-
tions (control for treatment A) . a shows the P face (PF) of the
presynaptic membrane in which there is an active zone (AZ) con-
sisting of a ridge bordered by double rows of active-zone particles
(AP) . b shows the E face (EF) of the presynapticmembrane and the
P face (PF) of the postsynaptic membrane. In the presynaptic
membrane, the active zones (AZ) appear as long narrow depres-
sions . In the postsynaptic membrane, aggregates of large particles
(putative acetylcholine receptors) (arrowheads) are seen on slightly
bulged areas of the P-face membrane . Bars, 0 .2 gm . a, x 53,000; b,
x 24,000 .
ridge (Fig . 2a). Fig. 2 b shows an E-face view ofthe presynaptic
membrane where several active zones are seen as long narrow
depressions. In the postsynaptic membrane the slightly bulging
Macemembrane has aggregates of large particles - 10-12 nm
in diameter, which are considered to be acetylcholine receptors
(Fig. 26) . The E-face membranes of these particle aggregates
appeared as relatively particle-free depressions .
Freeze-fracture of filipin-treated neuromuscular junctions
revealed that most areas of the presynaptic membrane were
filled with the filipin-sterol complexes (Fig. 3 a and b) . These
complexes were, however, absent from the active zone mem-
brane (Fig . 3a-d) . The filipin-sterol complexes were also absent
from pits - 100 nm in diameter in the presynaptic membranes,
which were seen only rarely in our preparation (Fig. 3 c and
d) . These pits were seen in the presynaptic membrane areas
away from active zones . The size and location of these pits are
similar to large dimples that, according to Heuser et al . (22),
represent coated pits .
In the freeze-fractured postsynaptic membrane, the mem-
brane areas in which putative acetylcholine receptor particle
aggregates are located virtually lacked filipin-sterol complexes
(Fig . 3 a, b, and e) . However, these complexes were present in
the membrane surrounding these particle aggregates, including
slightly depressed, narrow membrane areas that are sand-
wiched between aggregates (Fig . 3 b and e) . The membrane of
Schwann cell processes at the neuromuscular junction had
dense filipin-sterol complexes (Fig . 3 a) but nuclear mem-
branes, which were often seen near the synaptic regions of the
muscle, were devoid of filipin-sterol complexes .
In thin sections of filipin-treated neuromuscular junctions
(Fig. 4), the majority of the presynaptic nerve membrane as
well as the membrane of Schwann cell processes had a bumpy
appearance representing filipin-sterol complexes . The same
structural alterations were observed in the deeply infolded
portion ofthe postsynaptic membrane (Fig. 4) . The presynaptic
membrane of the active zone, which is underlined by a cyto-
plasmic electron-dense material, however, did not have a
bumpy appearance (Fig. 4) . Similarly, the postsynaptic mem-
brane, which is also underlined by a cytoplasmic electron-
dense material, did not have an irregular bumpy appearance
(Fig . 4). The synaptic vesicles in the nerve terminal appeared
irregular and bumpy in shape (Fig . 4).
DISCUSSION
We have shown that, after treatment with filipin-glutaralde-
hyde solutions, active zones and pits -100 nm in diameter in
the presynaptic membrane and putative acetylcholine receptor
aggregates in the postsynaptic membrane differ from the neigh-
boring plasma membrane by the virtual absence of filipin-
sterol complexes . Filipin is known to react specifically with
cholesterol or other related 3-,t3-hydroxy sterols in cell mem-
branes and to form specific membrane lesions, filipin-sterol
complexes (2, 18, 27, 30, 40, 41). Certain cell membrane areas
such as coated pits, which are known through a biochemical
study (34), to be low in cholesterol, do not form filipin-sterol
complexes (30) . In addition, organelle membranes, such as
nuclear membranes, that are also thought to be low in choles-
terol, do not form filipin-sterol complexes (18) . Therefore, the
absence of filipin-sterol complexes in the above-mentioned
synaptic regions of the membrane suggests that these regions
may be low in cholesterol .
It is unlikely that the pattern offilipin-sterol complex distri-
bution we observed is caused by the difference in the accessi-
bility of filipin to various regions of themembrane . We see no
reason why the active zone area should be less accessible to
externally applied agents than the nonactive zone part of the
presynaptic membrane . In addition, the postsynaptic mem-
brane that is rich in receptor aggregates should be more acces-
sible to filipin than the deep infoldings of the postsynaptic
membrane . Yet, the infoldings have filipin-sterol complexes.
The lipid composition of the presynaptic active zone mem-
brane and the postsynaptic membrane of neuromuscular junc-
tions is not known. A few studies have reported the lipid
composition of the electric organ postsynaptic membrane (25,
28, 37) . These studies do not suggest a low cholesterol content.
However, the membrane fractions used for these studies could
contain some membrane parts devoid of acetylcholine receptor
aggregates . Even a small amount of contamination by nonag-
gregate membranes could have a large effect on the results of
a cholesterol content analysis . Thus, it is difficult to correlate
these biochemical data with our morphological findings .
In other membrane systems, cholesterol has been implicated
in the aggregation of proteins (11), and in certain cases aggre-
gated protein particles were found in discrete membrane re-





RAPID COMMUNICATIONSFIGURE 4 A thin section of a filipin-treated neuromuscular junction, taken from a specimen prepared with treatment A. The
active-zone membranes (double arrows) of the nerve terminal (NT), which are underlined with cytoplasmic, electron-dense
material, appear smooth, whereas other parts of the presynaptic membrane have an irregular appearance showing bumps (arrows) .
The membrane of a Schwann cell process (S) also has a bumpy appearance . In a muscle cell (MC), the postsynaptic membrane
(PO), which is underlined with cytoplasmic electron-dense material, appears smooth . Parts of postsynaptic membrane infoldings
show a few bumps (arrowheads) . Synaptic vesicles (SV) in the nerve terminal appear irregular in shape . Bar, 0.1 pin . x 100,000.
and our finding that the acetylcholine receptor aggregates and
active zone particles exist in low-cholesterolmembrane regions
suggest that cholesterol plays an important role in determining
the distribution and function of membrane protein molecules .
Although we do not know why discrete, low-cholesterol mem-
brane regions are formed, there is a possibility that these
regions might have different phospholipid compositions, be-
cause Demel et al . (15) reported that cholesterol has a prefer-
ential affinity for certain kinds of phospholipids such as sphin-
gomyelin .
Under physiological conditions (above the lipid phase tran-
sition temperature), a low cholesterol content is associated with
ahigh membrane fluidity (14) . However, in this area of possible
high membrane fluidity, active zone particlesarenot randomly
distributed but are contained in double rows . Therefore, there
is probably an agent other than regional cholesterol differences
that is responsible for holding these particles in a fixed pattern
within the plane of the membrane . Recently, the cytoplasmic
electron-dense material and filaments, which underline the
membrane of acetylcholine receptor aggregates, have been
implicated in the formation of the aggregates (3, 5, 23, 35) . It
is also known that an electron-dense material underlies both
the active zone membrane (4, 12) and the membrane of coated
pits (19, 20, 39) . Thus, all discrete regions of the synaptic
membranesthat lack filipin-sterol complexes correspond to the
membrane regions underlined with some cytoplasmic electron-
dense material or with cytoplasmic filaments . This suggests a
possible relationship between regional membrane lipid com-
position and the anchoring of cytoplasmic filaments or elec-
tron-dense material .
We are grateful to Dr . Joann J . Otto for reading the manuscript . We
also wish to thank Ms. Jane Blanchard and Ms . MargeMiles for their
assistance.
This work was supported by National Institutes of Health grants
NS 10457 and 5-T32-GM07211 .
A preliminary report of this work has been published elsewhere
(31) .
Received for publication 12 September 1980, and in revised form 10
November 1980.
REFERENCES
1 . Andrews, L. D., and A . 1. Cohen. 1978. Filipin treatment gives evidence for cholesterol in
particle-free patches ofmouse rod outer segment . Soc. Neurosci.Abar . 4:243 (Abstr .).
2 . Andrews, L. D., and A . 1 . Cohen . 1979 . Freeze-fracture evidence for the presence of
FIGURE 3
￿
Freeze-fracture replicas of filipin-treated neuromuscular junctions . a, b, and e were taken from specimens prepared
with treatment A, c was taken from a specimen prepared with treatment B, and d was taken from a specimen prepared with
treatment C . Regions of the presynaptic and postsynaptic membrane showing filipin-sterol complexes are marked by asterisks in
a and b . The Pface and the E face of presynaptic and postsynaptic membranes are marked as PF and EF, respectively . a shows the
virtual absence of filipin-sterol complexes in presynaptic active zones (AZ), which consist of ridges bordered by active-zone
particles (AP) . filipin-sterol complexes are also absent from the E-face postsynaptic membrane of the putative acetylcholine
receptor particle aggregates (arrowheads) . The membrane of a Schwann cell process (S) has complexes . b shows the E face of the
presynaptic membrane, which lacks filipin-sterol complexes at the active zones (AZ), which appear as long, narrow depressions .
Bulging postsynaptic membrane areas, where putative acetylcholine receptor particle aggregates exist (arrowheads), also lack
filipin-sterol complexes, but narrow depressed areas between particle aggregates have complexes (arrows) . c shows the P face (PF)
of the presynaptic membrane in which filipin-sterol complexes are absent from a pit -100 nm in diameter (arrow) and from an
active zone (AZ) that consists of a ridge and active zone particles (AP) . d shows the E face (EF) of the presynaptic membrane in
which a bulge -100 nm in diameter (arrow) and an active zone (AZ), appearing as a long, narrow depression, lack filipin-sterol
complexes. e shows that postsynaptic membrane areaswhere putative acetylcholine receptor particle aggregates (arrowheads) are
located are devoid of filipin-sterol complexes . Arrows indicate narrow depressed areas between aggregates that have complexes .
Bars, 0.2 pin . a, x 70,000; b, x 33,000 ; c and d, x 40,000 ; e, x 62,000 .
RAPID COMMUNICATIONS
￿
457cholesterol in particle-free patches ofbasal disks and the plasma membrane ofretinal rod
outer segments ofmice and frogs. J. Cell Biol. 81:215-218.
3. Axelrod, D., P. M. Ravdin, and T. R. Podleski. 1978. Control of acetylcholine receptor
mobility and distribution in cultured muscle membranes. A fluorescence study. Biochim.
Biophys. Acta. 73:23-38.
4. Birks, R., H. E. Huxley, and B. Katz. 1960. The fme structure o£ the neuromuscular
junction ofthe frog. J . Physiol. (Land.) . 150:134-144.
5. Block, R. J., and B. Geiger. 1980. The localization of acetylcholine receptor clusters in
areas ofcell-substrate contact in cultures ofrat myotubes. Cell. 21:25-35.
6. Bridgman, P. C. 1980. Freeze-fracture evidence suggests that aggregated acetylcholine
receptors on cultured embryonic muscle lie in membrane regions low in cholesterol . Soc.
Neurosci. Absir. 5:752 (Abstr.).
7. Bridgman, P. C., and Y. Nakajima. Membrane lipid heterogeneity associated with acetyl-
choline receptor particle aggregates in Xenopus embryonic muscle cells. Proc. Nati. A cad.
Sri. U. S. A. In press.
8. Ceccarelli, B., F. Grohovaz, and W. P. Hurlbut. 1979. Freeze-fracture studies of frog
neuromuscular junctions during intense release of neurotransmitter . 1. Effects of black
widow spider venom and Cap'-free solutions on the structure ofthe active zones. J. Cell
Biol. 81:163-177.
9. Ceccarelli, B., F. Grohovaz, and W. P. Hurlbut. 1979. Freeze-fracture studies of frog
neuromuscularjunctions during intense releaseofneurotransmitter . 11. Effectsofelectrical
stimulation and high potassium. J. Cell Biol. 81 :178-192.
10. Chapman, D. 1973. Some recent studiesoflipids, lipid-cholesterol and membrane systems.
In Biological Membranes. D. Chapman and D. F. H. Wallach, editors. Academic Press,
New York 2:91-144.
11 . Cherry, R. 1., U. Muller, C. Holenstein, and M. P. Heyn. 1980. Lateral segregation of
proteins induced by cholesterol in bacteriorhodopsin-phospholipid vesicles. Biochim.
Biophys. Acta. 596:145-151.
19. Fawcett, D. S. 1965. Surface specializations of absorbing cells. J. Histochem. Cytochem.
13:75-91.
20. Friend, D. S., and M. G. Farquhar. 1967. Functions of coated vesicles during protein
absorption in the rat vas deferens. J. Cell Biol. 35:357-376.




exocytosis captured by quick freezing and correlated with quantal transmitter release. J.
Cell Biol. 81:275-300.
22. Heuser, J. E., T. S. Reese, and D. M. D. Landis. 1974. Functional changes in frog
neuromuscularjunctions studied with freeze-fracture. J. Neurocytol 3:109-131.
23. Heuser, J. E., and S. R. Salpeter. 1979. Organization of acetylcholine receptors in quick-
frozen, deep-etched, and rotary-replicated Torpedo postsynaptic membrane. J. Cell Biol .
82:150-173.
24. Jain, M. K. 1975. Role of cholesterol in biomembranes and related systems. Curr. Top.
Membr. Transp. 6:1-57.
25. Kallai-Sanfacon, M. A., andJ. K. Reed. 1980. Characterizatio nofthe lipidand polypeptide
components ofatetrodotoxin binding membrane fraction from Electrophorus electricus. J.
Membr. Biol. 4:173-181.
26. Kinsky, S. C. 1970. Antibiotic interaction with model membranes. Annu . Rev. Pharmacol.
10:119-142.
27. Kitajima, Y., T. Sekiya, and Y. Nozawa. 1976. Freeze-fracture ultrastructural alterations
induced by filipin, pimaricin, nystatin and amphotericin B in the plasma membranes of
Epidermophyton, Saccharomyces and red blood cells. A proposal of models for polyene
ergosterol complex-induced membrane lesions. Biochim. Biophys. Acta. 455:452-465.
28. Michaelson, D. M., and M. A. Raftery. 1974. Purified acetylcholine receptor: Its reconsti-
tution to a chemically excitable membrane. Proc. Nail. Acad. Sci. U. S. A. 71:4768-11772 .
29. Montesano, R. 1979. Inhomogenous distribution of frhpin-sterol complexes in smooth
muscle cell plasma membrane. Nature (Land.) . 280:328-329.
30. Montesano, R., A. Perrelet, P. Vassalli, and L. Orci. 1979. Absence of filipin-sterol
complexes from large coated pits on the surface of culture cells. Proc. Nad. Acad. Set.
U. S. A. 76:6391-6395.
31. NakajimaY., and P. C. Bridgman. 1980. Absence of filipin-sterol complexes from the
membranes of active zones and postsynaptic acetylcholine receptor aggregates of frog
neuromuscularjunctions. J. Cell Biol. 87(2 Pt. 2):70a (Abstr.).
Norman, A. W., A. M. Spielvogel, and R. G. Wong. 1976. Polyene antibiotic-sterol
interaction . Adv. Lipid Res. 14:127-170.
Pauli, B. U.. R. W. Weinstein, L. W. Soble, and 1. Alroy. 1977. Freeze-fracture of
monolayer cultures. J. Cell Biol. 72:763-769.
Pearse, B. M. F. 1976. Clathrin: a unique protein associated with intracellular transfer of
membrane by coated vesicles. Proc. Natl. Acad. Sci. U. S. A. 73:1255-1259.
Peng, H. B., and J. J. Wolosewick. 1979. Associationofputative ACh receptor membrane
particles with bundles ofmicrofilaments in cultured musclecells. J. Cell Biol. 83(2, Pt. 2):
135 a (Abstr.).
Peper, K., F. Dreyer, C. Sandri, K. Akert, and H. Moor. 1974. Structure and ultrastmcture
ofthe frog motor endplate. A freeze-etching study. Cell Tissue Res. 149:437-455.
Popot, J.-L., R. A. Demel, A. Sobel, L. L. M. van Deenen, and J.-P. Changeux. 1978.
Interaction of the acetylcholine (nicotinic) receptor protein from Torpedo marmorata
electric organ with monolayersof pure lipids. Eur. J. Biochim. 85:27-42.
Robinson, J. M., and M. J. Karnovsky. 1980. Evaluation ofthe polyene antibiotic filipin
as a cytochemical probe for membrane cholesterol . J. Histochem. Cytochem . 28:161-168.
Roth, T. F., and K. R. Porter. 1964. Yolk protein uptake in the oocyte ofthe mosquito
Aedes aegypti L. J. Cell Biol. 20:313-332.
Tillack, T. W., and S. C. Kinsky. 1973. A freeze-etch study of the effects of filipin on
liposomes and human erythrocyte membranes. Biochim. Biophys. Acta. 323:43-54.
41 . Verkleij, A. J., B. de Kmijff, W. F. Gerritsen, R. A. Demel, L. L. M. van Deenen, and P.
H. J. Ververgaen. 1973. Freeze-etch electron microscopy of erythrocytes, Acholeplasma
laidlawii cells and liposomal membranes after the action of filipin and amphotericin B.











12. Couteaux, R.. and M. Pecot-Dechavassine. 1970. Vesicules synaptiques et poches an
niveau des zones actives de la jonction neuromusculaire. C. R. Acad. Sci. Paris, Ser. D.
271 :2346-2349.
13. de Kruijff, B., W. J. Gerristen, A. Oerlemans, R. A. Demel, and L. L. M. van Deenen.
1974. Polyene antibiotic-sterol interactions in membranes of Acholeplasma laidlawii cells
and lecithin liposomes. I. Specificity of the membrane permeability changes induced by
the polyene antibiotics. Biochim. Biophys. Acla. 339:30-43.
14. Demel, R. A., and B. de Kruijff. 1976. The function of sterols in membranes. Biochim.
Biophys. Acta. 457:109-132.
15. Demel, R. A., J. W. C. M. Jansen, P. W. M. van Dijck, and L. L. M. van Deenen. 1977.
The preferential interaction ofcholesterol with differentclassesofphospholipids. Biochim.
Biophys. Acta. 465:1-10.
l6. Dreyer, F., K. Peper, K. Akert, C. Sandri, and H. Moor. 1973. Ultrastructure ofthe active
zone in the frog neuromuscular junction. Brain Res. 62:373-380.
t7. Eichberg, 1., and H. H. Hess. 1967. The lipid composition of frog retinal rod outer
segments. Experientia (Basel).23:993-994.
18. Elias, P. M., D. S. Friend, and J. Goerke. 1978. Freeze-fracture localization ofcholesterol
in cell and liposome membranes with saponins and filipin. J. Cell Biol. 79(2, Pt. 2):232a
(Abstr.).